Introduction
Numerous lines of evidence support the hypothesis that the protein agrin mediates motor neuron-induced accumulation of acetylcholine receptors (AChRs) at the neuromuscular junction during development. For example, agrin induces clustering of AChRs on cultured skeletal muscle fibers (Nitkin et al., 1987) , is expressed by embryonic motor neurons (Magill-Sole and McMahan, 1988; Tsim et al., 1992) , and colocalizeswith the earliest forming AChRclusterson embryonic limb muscle fibers (Fallon and Gelfman, 1989) . However, agrin gene expression is not limited to somatic motor neurons. In situ hybridization studies have shown that parasympathetic neurons in the developing peripheral nervous system (Thomas et al., 1993) and virtually all major neuronal populations in the adult rat CNS (O'Connor et al., 1994) express agrin mRNA. In addition, many nonneuronal cells, including glia (Ruegg et al., 1992; O'Connor et al., 1994; Thomas et al., 1993 ) and muscle cells (Lieth et al., 1992) , express agrin. These results suggest that agrin may play a much wider role in the nervous system than originally proposed. In chicken, rat, and mouse, alternative splicing of exons encoding 8 and 11 amino acids gives rise to four distinct agrin mRNAs: agrinO, agrin*, agrin,?, and agrinls (Ferns et al., 1992; Rupp et al., 1992; Thomas et al., 1993) . Expression studies aimed at understanding the structural basis of agrin's AChR aggregating activity have shown that inclusion or exclusion of these small exons has a dramatic impact on the AChR aggregating activity of the protein prodbced.
Thus agrin* agrin,,, and agrinlg, derived from mRNAs containing either or both exons, are active in AChR aggregation assays, whereas agrinO, lacking both the 8 and 11 amino acid sequences, has little or no aggregating activity (Ferns et al., 1992; Ruegg et al., 19921 . Alternative splicing therefore may serve as an important mechanism for regulating expression of functionally distinct agrin proteins, for example in a cell-specific manner, during development and in the maturatidn of synapses. Two lines of evidence support a differential pattern of alternative agrin mRNA splicing between neuronal and nonneuronal cells. First, polymerase chain reaction (PCR) analysis of RNA isolated from different tissues in embryonic chick has shown that, whereas agrin mRNA is expressed in brain, spinal cord, muscle, and sciatic nerve, transcripts encoding the active isoform agrin,,, are found only in brain and spinal cord, tissues which contain neuronal cell bodies (Ruegg et al., 1992) . Second, analysis of acutely dissociated embryonic chick spinal cord cells using a cell fractionation technique has shown that the level of agrin,, mRNA is positively correlated with enrichment for motor neurons, suggesting that agrin,, is preferentially expressed by motor neurons over other cells in the sipinal cord (Tsim et al., 1992) . Together, these studies suggest that mRNAs encoding agrin proteins which have high activity in AChR aggregating assays have a neuron-specific pattern of expression.
However, these studies did not examine the cell-specific expression of agrin* or agrinls, nor could they address the possibility that multiple agrin isoforms might be expressed by a single cell or population of cells. We have recently demonstrated that alternative splicing of agrin mRNA is regulated during development in the chick ciliary ganglion (Thomas et al., 1993) . All four agrin mRNAs are expressed in the ganglion, and both the level of expression and pattern of alternative splicingchangeduringdevelopmemt.Thechickciliary ganglion contains two populations of neurons, ciliary and choroid, as well as nonneuronal cells. In situ hybridization indicates that both ciliary and choroid neurons and nonneuronal cells in the ganglion express agrin. However, as in all other studies to date, in situ hybridization probes could not distinguish between different agrin mRNAs, preventing determination of the cellular origin of each agrin isoform. Based on the results of the studies described above, we predicted that mRNA encoding agrin proteins (agrins, agrin,,, and agrir@ with high AChR aggregating activity would be expressed by neurons, whereas nonneuronal cells in the ganglion would express agrino (Thomas et al., 1993) . We sought to make a direct test of this hypothesis by determining the agrin mRNA profile of both properties, cell preparations acutely dissociated from embryonic day 14 (E14) ganglia contain both neurons and nonneuronal cells. Neuron cell bodies were typically round or elliptical in shape ( Figure IA) , displayed voltagegated sodium and potassium currents ( Figure IB) , and iin many instances could generate overshooting action potentials (e.g., see Figure 4 ). Whole-cell capacitance measurements ranged from 3.1 to 32.9 pF with a mean of 13.4 f 0.7 pF (mean + SEM; n = 91). In addition to neurons, a population of smaller, more irregularly shaped cells ( Figure IA ) with a mean whole-cell capacitance of 3.8 f 0.4 pF (mean f SEM; n = 21) were also apparent. These cells never displayed voltagegated sodium currents ( Figure IB ) and were unable to fire action potentials. Although the majority of these cells also lacked voltage-gated potassium currents, 3 cells exhibited small outward currents (<IO0 pA) following large depolarizing pulses. Moreover, and consistent with their small size, these cells had relativelylhigh input resistances compared with neurons, makilng it unlikelythat these small cells might represent injured and shrunken neurons. Based on their appearance and electrophysio logical properties, therefore, the small cells were classified as nonneuronal.
Following electrophysiological characterization of each cell, negative pressure was applied to the patch pipette, and the cell cytoplasm was aspirated into the pipette tip and transferred to a microfuge tube for reverse transcription.
Aliquots of the'first strand cDNA were subsequently amplified by PCR using nested primers that had previously been shown to amplify specifically four alternatively spliced agrin mRNAs (agrino, agrin8, agrin,,, and agrin& present in RNA isolated from whole embryonic ciliary ganglia (Thomas et al., 1993) . PCR products representing each of the four alternatively spliced agrin mRNAs expressed in the whole ganglion could also be resolved at the single-cell level ( Figure IC ; Figure 2A) could include any permutation of the four agrin isoforms ( Figure IC ; Figure 2B ). In contrast, agrin was the only agrin mRNA that could be amplified from nonneuronal cells ( Figure IC ; Figure 2B ). To investigate in more detail thedifferences in agrin mRNA expression among neurons, as well as between neurons and nonneuronal cells, we used a phosphorimager to quantitate the agrin mRNA expression profiles of cells acutely dissociated from El4 ganglia. Figure 2A shows the results of a typical experiment in which RNA from single cells was amplified, with the cumulative data from ten independent experiments summarized in Figures 2B and 2C. Two measures were used to characterize the pattern of expression of agrin mRNA in ciliary ganglion cells. First, the percentage of total agrin mRNA represented by each agrin mRNA isoform in a single cell was determined and averaged over the total number of ceils (neuron or nonneuronal) for which any PCR product was obtained (Figure 2B) . Second, the fraction of cells expressing a particular agrin mRNA was calculated ( Figure 2C ). PCR productswere obtained from 120f 25 morphologically and electrophysiologically identified nonneuronal cells. Consistent with our initial results, agrino was the only mRNA expressed in all 12 of these nonneuronal cells (Figures 28 and 2C ). Moreover, in 6 additional cells identified as nonneuronal on the basis of their morphology alone, agrin,, was also the only isoform expressed. In contrast with the invariant agrin mRNA profile of the nonneuronal cells examined, various combinations of the four alternatively spliced agrin transcripts were evident in neurons ( Figure 2A ). PCR products were amplified from 85 of 91 electrophysiologically identified neurons. Analysis of the mean relative abundance of each agrin isoform in neurons for which PCR products were obtained shows that agrinls expression levels were at least 3 times higher than those of agrinO, agrin*, or agrin,, (Figure 28 ). In addition to being the most abundant transcript, agrim mRNA was the most frequently expressed mRNA, present in approximately85% of neurons, compared with 45% for agrin,, and agrino and 15% for agrins.
We believe that the PCR reaction conditions used in this study provide a good estimate of the relative levels of agrin mRNA expression in individual cells. However, before coming to this conclusion, we considered several alternative explanations.
There was no correlation between the length of time elapsed after starting the electrophysiological recordings and harvesting the cell's cytoplasm (approximately 15 min), or the time until cDNA synthesis was begun (0.25-4 hr) and the presence or relative abundance of the PCR products.
Therefore, it seems unlikely that the observed pattern of agrin mRNA expression could be accounted for by a time-dependent loss of specific or low abundance agrin transcripts. lent amount of water was used in place of cell cytoplasm during first strand cDNA synthesis. As a second control, an aliquot of the external recording medium was aspirated into the pipette and treated as a sham cell during the subsequent steps of cDNA synthesis and PCR amplification.
At least one of these controls was included in all experiments, whereas most experiments included both. Data were only accepted for analysis in which such controls were negative.
Finally, we considered the possibility that a low agrin mRNA copy number in a single cell might be associated with a probabilistic failure of the PCR amplification, resulting in underestimation of the relative abundance of a particular isoform or the number of cells in which it is expressed. If this was thecase, we reasoned that amplification of aliquots of cDNA synthesized from a single cell would result in different products. Therefore, to test this possibility and establish the sensitivity of the technique, we performed the following experiment.
Cytoplasm from 1 to 3 neurons was pooled in a single reverse transcription reaction, and the resulting cDNA was divided into two sister aliquots that were amplified in separate PCR reactions. Comparison of the resulting autoradiograms ( Figure 3 ) indicates that, although some variability in the relative abundance of different mRNAs was apparent, the overall patterns of agrin mRNA expression observed in each sister aliquot was similar, regardless of the number of cells pooled for the initial cDNA synthesis. We conclude therefore that the levels of expression in most ciliaryganglion cells arewithin the level of detection by the techniques used here. (Pilar et al., 1980) and capacitance (Dryer and Chiappinelli, 1985) . Figure 4A shows a frequency histogram of capacitance measurements from El4 neurons (20 bins; 1.75 pF per bin). Attempts to fit this data with a single Gaussian distribution resulted in x2 values which led us to reject the hypothesis that a single population gave rise to this distribution. However, these data were well fitted by the sum of two Gaussian distributions with modes at 8.8 and 16.6 pF and x2 value of 19.1 ( Figure 4A ). To test the possibility that alternative splicing of agrin mRNA might differ between small choroid-like and large ciliary-like neurons, we analyzed the relative abundance of each agrin transcript in neurons with capacitances < 8.8 pF and compared this with the same measurement in neurons with capacitances > 16.6 pF. As shown in Figure 4D , small choroid-like neurons expressed significantly higher levels of agrin,, mRNA (p < 0.01) but lower levels of agrin (p < 0.001). Agrin appears to be expressed at a similar low level in both populations of cells. Although a 2-fold difference was evident between the mean levels of agrin,,expressed in ciliary-and choroid-like neurons, this difference was not significant (p < 0.113) A recent report using conventional intracellular recording techniques suggests that ciliary neurons exhibit shorter duration action potentials and can sustain higher firing frequencies than choroid cells (Dryer, 1994) . We also observed differences in action potential duration and spiking pattern of individual El4 neurons. Action potential duration ranged between 1 and 5 ms, and in our hands, approximately half of the neurons could generate multiple spikes in response to sustained depolarizing current, whereas only a single action potential could be elicited in the remaining cells (Figures 48 and 4C ). As expected, neurons with short duration action potentials or multiple spiking neurons also tended to be large (data not shown). To determine whether the pattern of agrin mRNA expression was correlated with the ability to generate a short duration action potential, neurons were sorted into 2 bins, those with action potential durations < 2 ms (ciliary-like) and those with action potential durations > 2 ms (choroid-like).
Similarly, to examine the relationship between agrin mRNA expression and action potential frequency, neurons were divided into two groups, those able to fire three or more action potentials (ciliary-like) and those that fired only a single action potential (choroid-like) in response to prolonged current injection ( Figures 4E and 4F ). The pattern of agrin mRNA expression in these electrophysiologically defined populations of neurons shows a remarkable coincidence with the agrin mRNA profile obtained when neurons were sorted strictly on the basis of size. Thus, choroid-like neurons with long duration action potentials and low firing frequencies express significantly higher levels of agrin,, and agrino but lower levels of agrin,+ Together, these data suggest that ciliary and choroid neurons exhibit distinct patterns of agrin mRNA expression.
Agrin mRNA Expression during Development
The pattern of agrin RNA alternative splicing in the ciliary ganglion changes during development (Thomas et al., 1993) . For example, agrin,, is expressed in the ganglion by E6 but is absent at E14. To determine whether Figure 5) . Measurement of the relative abundance of agrin mRNA revealed that agrino represents about 25% of all agrin transcripts at each stage of development studied. However, a developmental decrease in the fraction of neurons expressing agrin suggests that, at later stages, agrino represents a greater fraction of mRNA in cells which express it than earlier in development.
Although the fraction of neurons expressing agrins mRNA remained fairly constant, its relative abundance increased approximately 8fold from 2% at E6 and El4 to 16% at E20, suggesting that the abundance of this isoform in single cells also increases during development. Marked changes were also evident in both the relative abundance and fraction of cells expressing agrin,,, which declined about &fold during development. Finally, whereas the fraction of neurons expressing agrin remained fairly constant, the relative abundance of agrinlg mRNA increased between E6 and El4 and was maintained at similar levels until E20. We also analyzed the frequency with which combinations of agrin mRNAs were expressed (Table 1) . With fourdistinctagrin isoforms,thereare16possiblecom-binations of alternatively spliced mRNAs that can be expressed. In 23 of 154 neurons (14.9%), no agrin products were detected; however, since we did not control for theefficiencyof thecell cytoplasm-harvesting procedure or PCR reaction, these cells were not analyzed further. For those neurons in which one or more agrin mRNAs were amplified, our analysis demonstrates that, whereas all 15 remaining combinations were represented, the frequency of each combination varied with development (Table 1) . At E6, the most frequently occurring agrin profile was that containing both agrin,, and agrinls, representing 27.9% of the cells. In contrast, at El4 and E20, neurons containing only agrim are the most abundant (29.4% and 39.4%, respectively). At E6 and E14, combinations of agrin mRNA that included agrinO, agrinn, or agrinIswereNmore frequently observed than those including agrin& whereas at E20, combinations that included agrin,, were the most rare.
Discussion
The observation that alternatively spliced agrin mRNAs encode proteins which differ in their AChR aggregating activity, coupled with agrin's widespread pattern of expression among neuronal and nanneuronal cells, has raised questions concerning the cellular origin of different agrin mRNAs. The results of our study provide direct evidence that, in the chick ciliary ganglion and perhaps throughout the nervous system, nonneuronal cells express only agrino, whereas neurons express mRNAs encoding agrin@, agrine, agrin,,, and agrin,+ Moreover, no single combination of agrin mRNAs is excluded from the repertoire of agrin isoforms expressed by neurons in the ganglion, since during the period of embryonic development examined, neurons were observed that expressed as few as one, and as many as all four, agrin mRNAs.
Several studies have shown that, in developing central and peripheral nervous systems, agrin mRNA is present in both neuronal and nonneuronal cells (Rupp et al., 1991; Ruegg et al., 1992; Tsim et al., 1992; Thomas et al., 1993) . Although agrin mRNA iswidely expressed in the adult rat CNS, it is predominantly associated with neuronal perikarya, and levels of expression by glial cells are at or below the level of detection by in situ hybridization (O'Connor et al., 1994 Nastuk and Fallon, 1993) . The ciliary ganglion is a parasympathetic ganglion that contains two population of motor neurons which innervate distinct muscle targets in the eye. Whereas choroid neurons form en passant-type synapses with their smooth muscle targets, which are typical of autonomic neurons (Meriney and Pilar, 1987) , ciliary neurons form endplates on striated muscle fibers in the eye (Pilar et al., 1981) . Although both classes of neurons in the ganglion express agrin mRNA (Thomas et al., 1993) , given the marked differences in the degree of organization of the synaptic terminations of ciliary and choroid neurons, we sought to determine whether agrin gene expression between these two types of neurons might differ. With the exception of the tissues they innervate, other single criteria used to distinguish between ciliary and choroid neurons identify overlapping populations of cells. Therefore, we examined the agrin profile of ciliary and choroid neurons identified on the basis of three independent criteria: cell soma size, action potential duration, and firing pattern.
Previous studies have shown that ciliary neurons are, on average, larger than choroid neurons (Pilar et al., 1980; Dryer and Chiappinelli, 1985) . Consistent with this observation, frequency distribution histograms of capacitance measurements in cells at El4 suggested the presence of overlapping populations of large and small neurons. Comparison of their agrin profiles showed that, on average, large neurons express lower levels of agrin and agrin,, but greater amounts of agrinIs. It has also been reported that the spike duration of ciliary neurons is typically half that of choroid cells (Dryer, 1994) . We found that cells with short duration action potentials expressed significantly more agrim and less agrin,,, similar to the agrin profile of large neurons. Finally, it has been reported that with direct injection of current, ciliary neurons fire at higher frequency than choroid cells (Dryer, 1994) . In the present study,wefound that, like large neurons and neurons with short duration action potentials, the agrin profile of repetitively firing cells was characterized by lower levels of agrino and agrin,,, but higher expression of agrin,+ Together, these data suggest that, on the basis of several independent criteria, ciliary and choroid neurons exhibit a quantitatively distinct pattern of agrin gene expression. Despite the quantitativedifferences revealed bythis analysis however, qualitatively, the average agrin mRNA profile of all neurons examined is remarkably similar, consistent with the observation that in cell culture all neurons in the ganglion are competent to establish functional synaptic contacts on skeletal muscle fibers at which AChRs accumulate (Role et al., 1987) . One alternative explanation for the differences in agrin mRNA expression profiles between the populations of cells defined above are that small cells, those with long duration action potentials and those that are unable to fire repetitively, are simply less mature than their counterparts.
Several observations argue againstthis interpretation. First, previous studies have shown that the largest increases in ionic conductances underlyingtheaction potential in ciliaryganglion neurons occur between E7 and El3 (Dourado and Dryer, 1992) , suggesting that the electrophysiological properties of ciliary and choroid neurons are mature by E14. Second, in the whole ganglion, agrins expression is associated with relatively late embryonic stages (Themas et al., 1993) . However, both populations of El4 neurons identified in the present study express a similar low level of agrins and, based on this measure of maturity, areat asimilar stageof development.
Finally, somatostatin has been shown to be preferentially expressed in choroid neurons (Epstein et al., 1988) . In preliminary studies (unpublished data), we amplified cDNA from individual neurons for both agrin and somatostatin mRNA. Despite the difference in age, E20 somatostatin positive neurons exhibited an agrin mRNA profile similar to that seen in small cells at E14.
Agrin geneexpression in theciliaryganglion is regulated during development (Thomas et al., 1993) . The results of the present study demonstrate that some of the changes in agrin mRNA isoform expression observed in the whole ganglion are mirrored by changes at the single-cell level. For example, in the whole ganglion, agrin,, is most abundant at E6 but declines to a level below detection by E14. In single neurons, the relative abundance of agrin,, is at the highest level at E6 and declines during subsequent development, a changethat iscompounded byadeclineoverasimilar time course in the number of neurons containing agrin,,. In contrast, other aspects of agrin expression in the whole ganglion do not appear to have a simple relationship with the pattern of expression observed in single neurons. Forexample,agrinlgexpression peaks in the ganglion at EIO, whereas our single-cell analysis of dissociated cells indicates that agrin is expressed bythe majority of neurons and at relatively high abundance throughout development. Moreover, although changes in agrin,, expression at the single-cell level were generally consistent with those observed in the whole ganglion, with the highest levels of expression being observed in late stage neurons, the single-cell data predict the peak in agrin* expression to be both smaller relative to agrim and later in development than seen in the whole ganglion. Two possible explanations could account for this apparent discrepancy. First, the acutely dissociated cell preparations may become increasingly skewed toward the exclusion of cells, perhaps ciliary neurons which are larger and may be more easily damaged, that express greater amounts of agrinsand proportionately less agrinlg. We believe this unlikely, as it has been reported (Margiotta and Gurantz, 1989 ) that, at E14, approximately 75% of all neurons are recovered using an identical dissociation technique. Furthermore, the rangeof cell capacitances observed among neurons at El4 suggests that we sampled from a broad population of neurons. More intriguing is the possibility that agrin mRNA may be partitioned in a region of the cell which is not readily sampled when harvesting cell cytoplasm. Partitioning of maternal mRNA within oocytes is necessary for normal development (Jeffery, 1985) . In the nervous system, it has been shown that polyribosomes are present at the base of synaptic spines, and there is accumulating evidence to suggest that specific mRNAs are preferentially localized in dendrites (for review see Steward and Banker, 1992) . Skeletal muscle fibers also express agrin that is colocalized at nerveinduced AChR clusters (Lieth et al., 1992; Lieth and Fallon, 1993) , and agrin originating from the postsynaptic cell may play a role in synapse formation.
In the adult ganglion, the most richly innervated regions on both ciliary and choroid neurons are short processes or pseudodendrites that begin to appear as early as El1 during development (Landmesser and Pilar, 1974; Jacob and Berg, 1983; Jacob, 1991) . This raises the possibility that agrins is preferentially localized in the pseudodendrites either which may be lost during the dissociation procedure or from which it is difficult to harvest thecell cytoplasm and RNA. As antibodies that are specific for each agrin isoform become available, it will be of interest to determine whether different agrin proteins havenonuniform distributionsand preferential localizations at synaptic sites on ciliary ganglion neurons.
Studies of agrin gene expression have shown that mRNA encoding agrin is the most abundant agrin transcript in the chick ciliary ganglion and appears to be strongly regulated during development (Thomas et al., 1993) . Similar patterns of agrin expression and developmental regulation have also been reported in the CNS (Hoch et al., 1993; O'Connor et al., 1994) . The results of the present study clearly demonstrate that, not only do neurons in the ciliary ganglion express agrin mRNA, but that the pattern of neuronal expression is regulated during development.
However, we do not believe that the decrease during development in the fraction of neurons expressing agrino contributes to its decline in the whole ganglion. Our results show that upregulation of agrino mRNA in those neurons which express it serves to maintain the relative abundance of neuronal agrino at a constant level during development.
Because the majority of cells in the ganglion are nonneuronal cells which only express agrinO, it seems likely that the steep decline in agrino which occurs in the wholeganglion following synapse formation (Thomas et al., 1993) Cell RNA Harvesting and PCR Amplification At the end of the electrophysiological recording, negative pressure was applied to the back of the pipette, and the contents of the cell were aspirated into its tip (Lambolez et al., 1992) . The tip of the pipette was then broken aglainst the side of a microcentrifuge tube, and approximately 2 PI of the pipette's contents were expelled and rapidly mixed into 7.5 VI of ice-cold first strand cDNA synthesis mixture (0.67 mM dNTPs [Pharmacia], 6.7 PM random hexanucleotide primers [Pharmacia] , 10 U of RNasin [Promega] in 1.3x reverse transcriptase buffer [GISCO-BRL]) and stored on ice for up to 4 hr. First strand cDNA was synthesized by addition of 100 U of Maloney murine leukemia virus reverse transcriptase (GIBCO-BRL) to bring the mixture to a final volume of 10 pl, followed by incubation at 37°C for 1 hr. The reaction was terminated, and DNA-RNA hybrids were denatured by incubation at 90°C for 10 min. To examine the relative abundance of agrin mRNA in identified cells, cDNA from the first strand synthesis reaction was subjected to two rounds of amplification by PCR using nested primers flanking a region of alternative splicing located at amino acid 1745 in the sequence predicted by the chick agrin clone CBA-1 (Tsim et al., 1992), as previously described (Thomas et al., 1993) . In the first round of amplification, 5 @I of each cDNA reaction mixture was amplified in a 50 VI reaction for 35 cycles (94"C, 30s; 58OC, 1 min; 72OC, 1.5 min; 72"C, final extension step of 6 min) in a DNA thermal cycler (PCR 9600; Perkin-Elmer Cetus) using the forward and reverse primer pair FllRl whose 5' ends correspond to nucleotides 5196 and 5607, respectively, of the chick agrin clone CBA-l (Tsim et al., 1992) . Aliquots of each first round PCR were diluted 1000fold and reamplified for 35 cycles (94OC, 30s; 54OC, 1 min; 72OC, 1.5 min; 72OC; final extension step of 6 min) using a second primer pair F2-R2 whose Sends correspond to nucleotides 5377and 54990f CBA-l, respectively. Products of the second round of PCR amplification were labeled at theirSends byincludingapproximately2 x 105cpmof FLlabeled with 3*P using T4 kinase in each reaction (Sambrook et al., 1989) . Twenty microliters of the amplified reaction mixture was fractionated by electrophoresis on an 8% polyacrylamide gel, and the relative levels of each PCR product were determined by analysis on a Bio-Rad phosphorimager using the PhosphorAnalyst (Bio-Rad) software package.
PCR Primers Used in the Study
The following primers were used: Fl, CGTTGAAATCTCCACTFT-CCGTG; RI, CAGCTCATACATCATCTCCACCA; F2, TTTCATGC-TAGGACGTACATCCA; R2, TT-TCATGCTCAGCTCAAAGTGGT.
